. Efficacy of siRNAs and Specificity of Antibodies Figure 1F of the main text), the knockdown efficiency of each siRNA in HeLa cells was over 95%. Of note, knockdown of µ2-adaptin caused the suppression of the heterotetrameric AP-2 complex themselves, probably due to the instability of the remaining subunits (Motley et al., 2003) . Thus, punctate staining of α-adaptin was significantly reduced in cells over 95% in immunostaining (B), whereas the suppression of α-adaptin was not complete in immunoblotting ( Figure 1F ) due to the indirect effect of µ2-adaptin knockdown. (D) Localization of Numb as revealed by a different anti-Numb antibody. HeLa cells were fixed and stained with anti-Numb peptide (green) and anti-α-adaptin (red) antibodies and phalloidin (blue). The x-z images along with the line in the picture are shown. Bar, 10 µm. Anti-Numb peptide antibody (92425) was raised against a peptide corresponding to the 20 C-terminal residues of mouse Numb. Anti-Numb peptide antibody stained punctate structures that were well colocalized with α-adaptin and preferentially distributed at the substratum-facing surface, like anti-Numb PRR/3 antibody ( Figure 1A of the main text). These punctate structures and immunoreactive bands were strongly reduced by knockdown of Numb by siRNA (data not shown Figure 1D and Figure 6D Essentially similar results were obtained on collagen-coated slips (data not shown). puncta of GFP-Numb-full-3A at the substratum-facing surface were persistent throughout the observations, unlike GFP-Numb-full, while some small puncta appeared and disappeared. Essentially similar behavior was observed in Vero cells (data not shown). Bars, 10 µm.
